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Hybridization 
Analysis of 
DNA. Blots 

2.10.7 

Supplement 35 



lc Ozrefr treatment: ^our severaUundred ministers of boiling 0.1% SDS onf» a * 
membrane. Cool to room temperature. mc 

Ifa membrane is to bcreprobcd, it urns: not be allowed to dry out between hybridizmia 
and stripping. If it becomes dry, the probe may bind to the matrix. n 

2. Placer membrane on a sheet of dry Whatman 3MM filterpaper and blot excess liquid 
with a second sheet Wrap the membrane in plastic wrap and set up an autoradiography 

If signal is still seen after caaoradjograph* rewash using harsher Mrtrfitf rnr 

3. The membrane can now be rehybridtzed Alternatively, it can be dried andstored for 
later use; 

Membranes can he stored dry between Whatman 3MM paper for several months at 
room temperature. For long-term storage, place the membranes in a desiccator at 
, room temperature orPG. 

REAGENTS AND SOLUTIONS 

Aqueous prehybridlzathnJhybridkation (APS) solution 
5>lSSC(appendix2} 
5x Denhardt solution (jppendjx2} 
1%(w/v)SDS 

Add 100 jigfml ^natnred salmon sperm DNA (see below) just before use 

Alternative to Denhardtsolutfan ♦ 
are listed in Table 2JTCL5" (see discussion in critical parameters)* * 

Denatured salmon sperm DNA 

Dissolve 10 mg Sigma type HI salmon spermDNA(sodrum salt) in lml water: Pass 
vigorously through a 17-G needle 20 times to shear % DNA. Place iir a boiling, 
water bath for 10 min, then chilL Use immediately or store at -20°C in sm*i l aliquots. 
If stored, reheat to 100°C fori min and chifl on ic» immediately before using. 

Formanude prehybrid&atwn/hybridkation (FPE) solution 
5X SSC ' 

5x Denhardt solution (appendix!) 
50% (w/v) foxmamide 
l%(w/v)SDS 

Add 100 iLg/xxH denatured salmon sperm DNA (see above) just before use 

Alternatives to Denhardt solution and denature as bloddngagent* 

are listed in Table ZI0J (see discussion in critical parameters). 

Commercial Jbrmamide is usually satisfactory for use. If the liquid has a yellow colon 
deionize as follows: addSg of mixed-bed ion-exchange resin [e.g^ Bia-RadAG 501-X8 
or501-X8(D) resins} per 100 Tnl formanude, stir at room temperature for 1 hr, andfilter 
through Whatman no. 1 paper: 

• CAUTION: Formamide is a teratogen Hsmdle with care. 

Labeling buffer 

200 mMTris-C pH*7i 
. 30mMMgCI 2 
10 ™M spermidine 

Mid stripping solution 
5xnMTris-CUpH"8.0 
2mMEDTA 

O.lx Denhardt solution (appendec!) " - 
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